The protein and DNA complex was mixed 1:1 with reservoir solution containing 50 mM Hepes pH 7.5, 150 mM sodium acetate and 12-16% (w/v) PEG 3350. Cryoprotection was achieved by soaking the crystals in reservoir solution containing 20% PEG 3350 and 14 % (v/v) ethylene glycol. Crystals were flash cooled in liquid nitrogen and data were collected at 100K on a Rigaku RUH-3R rotating anode generator attached to Mar345 image plate. Data were processed with the HKL2000 suite 3 with model building in Coot v0.7 4 and refinement in Phenix v1.8.1. 5 The binary complex PDB ID 4M9G was used for isomorphous replacement with the lesion position along with two nucleotides in the 5' and 3' directions omitted from initial phase calculations for reduced bias electron density maps. 2 The Cross R on intensities between the two crystallographic data sets was 33%. Of the 335 residues for DNA polymerase β, 314 had sufficient electron density to be included in the final model with those omitted also disordered in previous binary structures. A Ramachandran plot indicated that 97.7 % of residues are in the favored region, with no outliers. All figures were generated with PyMOL 6 . Comparison of additional structures was performed using least squares superposition of the catalytic domain of pol β (151-261). shown in black to that of the E295K variant with dA (PDB ID 4M9G) 2 shown in grey or (S)-dSp (cyan). The F o -F o isomorphous difference Fourier map 12, 13 shown is between the E295K dA and (S)-dSp and contoured at +3σ (green mesh) and -3σ (red mesh). The A-ring of (S)-dSp is indicated. Figure S3 . Demonstration of atomic clashes likely to lead to adoption of the syn conformation of (S)-dSp in the DNA duplex bound to pol β. All clash distances range from 1.1 to 2.1 Å. A. Shown is the rotation of the (S)-dSp into the anti conformation. B. The DNA duplex containing (S)-dSp shown in cyan superimposed with DNA duplex containing dG shown in black (PDB ID 3ISB) 10 without the necessary backbone rearrangement to accommodate the B-ring of the lesion.
